In the recent years, the incidence of inflammatory bowel disease (IBD) has dramatically increased in young subjects, however, the pathogenesis of paediatric IBD is poorly investigated. In this study we aimed to evaluate the cytokine pattern and the phenotype of cytokine producing cells in the intestinal mucosa of paediatric patients affected by Crohn's disease (CD) or ulcerative colitis (UC) and of non-IBD healthy controls (HC). Cytokine (IL-15, TNF-α, INF-γ) production was analyzed at basal condition and after mitogen stimulation either intracellularly by flow cytometry or in intestinal cell culture supernatants by enzyme-linked immunosorbent assay (ELISA). A higher frequency of enterocytes (EpCam+ cells) was observed in UC patients compared to CD or HC. An expansion of enterocytes producing IL-15 and TNF-α were found in IBD patients compared to HC. A marked expression of IL-15 in the intestinal epithelium of IBD patients was further confirmed by immunohistochemistry. Myeloid dendritic (CD11c+) cells producing TNF-α and INF-γ were increased in IBD biopsies. Unexpectedly, only after a strong mitogen stimulus, as phytohaemagglutinin, the frequency of CD3+ cells producing IFN-γ was increased in IBD compared to control intestinal mucosa. Interestingly, functional studies performed on organ cultures of intestinal biopsies with neutralizing anti-IL-15 monoclonal antibody showed a marked reduction of mononuclear cell activation, proliferation of crypt enterocytes, as well as a reduction of TNF-α release in organ culture supernatants. In conclusion, we found that in the gut mucosa of IBD children both enterocytes and dendritic cells produce proinflammatory cytokines. The over-expression of IL-15 by enterocytes in IBD intestine and the reduced IBD inflammation by IL-15 blockage suggests that this cytokine could be a therapeutic target in IBD.
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Introduction
Crohn's disease (CD) and ulcerative colitis (UC) are chronic inflammatory bowel diseases (IBD) in which an abnormal immune response against the luminal microflora is thought to be the main causative factor [1, 2] . Gut inflammation occurring in patients with IBD is characterized by the infiltration and activation of both adaptive branch, as T and B lymphocytes, and innate system, as macrophages and dendritic cells (DC), which in turn produce massive amounts of proinflammatory cytokines contributing to the typical mucosal lesions [3, 4] . It has been reported that cytokines released by T helper(Th)-1 cells, as interferon(IFN)-γ, tumor necrosis factor(TNF)-α and interleukin-12 (IL-12) are dominant in CD, whereas the Th2 cytokines, as IL-5, IL-9 and IL-13, are predominantly found in UC [5] , though the role of IL-13 is still debated [6] . Furthermore, the great majority of the proinflammatory cytokines are produced by lamina propria mononuclear cells both in CD and UC [6] , and very little is known regarding the epithelium compartment.
DC are the most potent professional antigen presenting cells, and in mucosal immunity they have an important role in maintaining the fragile equilibrium between tolerance and inflammatory response to mucosal antigens [7] . The involvement of mucosal DC in IBD pathogenesis has been also documented [8] , though very little is known on their functions in paediatric IBD.
Enterocytes have a pivotal role in maintaining the integrity of intestinal mucosa, where they guarantee gut homeostasis by sampling luminal agents through several receptors, such as the pathogen recognition receptors (PPRs) expressed on their surface [4, 9] . Given the prominent role of enterocytes in the intestinal immune homeostasis, dysfunctions within the epithelial layer can be associated with IBD pathogenesis. Interestingly, very recent evidences underlined an active role of enterocytes as nonimmune inflammatory cells in the IBD mucosal lesions [10] .
IL-15 is a pleiotropic cytokine that is expressed on the surface of monocyte, macrophages, dendritic cells and intestinal epithelial cells, where is found markedly expressed [11] in response to inflammatory stimuli. IL-15 is involved in several inflammatory mechanisms mediated by both adaptive and innate immune systems [12, 13, 14] , particularly in the glutendependent mucosal lesion, where it is a key mediator of the epithelial layer changes [15] . IL-15 has various functions due to complex signal transduction pathways activated after the ligation of either a specific receptor (IL-15Rα), or the βchain of IL-2 receptor [16] . IL-15 is an important growth and activator factor for mucosal intraepithelial lymphocytes [17] , and it has also a marked anti-apoptotic function, as previously shown [18] .Quite recently, it has been demonstrated a higher expression of IL-15 in IBD colonic mucosa, thus suggesting a role of this cytokine in the IBD pathogenesis [19, 20] .
The contribution of the adaptive T cell-mediated response against luminal components in IBD intestinal lesions has been observed in many studies [21, 22] . Particularly, the role of cytokines released by bacterial-primed T cells is undoubted, and several therapeutic approaches to block cytokine-mediated inflammatory cascades are currently under investigation [23] . While it has been proved the crucial function of T cells in IBD, many aspects of the inflammatory process in IBD mucosa still need to be clarified, in order to develop more appropriate and disease-specific therapeutic strategies. A deeper dissection of the cross-talk between the different mucosal compartments, such as enterocytes, dendritic cells and T lymphocytes, especially with regard to the cytokines mediating the interaction of both innate and adaptive immune cells, will represent a step forward in the knowledge of IBD intestinal inflammation [4] .
Though a great progress was reached in the comprehension of the immune mechanisms responsible of gut inflammation in adult subjects with IBD, very little is known on both the etiology and inflammatory cascade leading to these chronic gut disorders in subjects of paediatric age. We believe that the marked rising in the incidence of IBD in childhood, renders of particular interest such studies. Indeed, the distinction between adult and paediatric IBD is a current topic, as children with IBD seem to be a distinctive population with specific peculiarities requiring a highly skilled and specialized approach for diagnosis and treatment [24] . Paediatric disease onset is often more severe and aggressive [25] and it represents a privileged access for the study of pathogenetic mechanisms, since it lacks numerous confounding factors, that complicate the analysis in adult patients. Therefore, the aim of our study was to evaluate in paediatric patients with IBD the cytokine production profile and the activation status of both lamina propria and epithelial cells compartments.
Materials and methods

Study population
The study population included a total of 71 young subjects divided into 3 groups on the basis of the clinical diagnosis: 26 (mean age 14.6 yr; range 7.8-18 yr) were affected by CD, 26 (mean age 13.9 yr; range 8.6-18.4 yr) affected by UC, and 19 (mean age 10.4 yr; range 3.4-18.5 yr) were non-IBD controls (HC). HC were subjects who underwent ileo-colonoscopy to either exclude an organic disease or to practice polypectomy, and who did not present any signs of mucosal inflammation or disease, except for some patients that had single and isolated juvenile polyps. For the IBD diagnosis, all children underwent ileo-colonoscopy, upper GI endoscopy and imaging studies, including abdominal ultrasound and entero-MRI, or a small bowel follow-through. The diagnosis of CD and UC was based upon conventional clinical, radiological and endoscopic features and was confirmed by histopathological examination of inflamed areas of intestinal biopsies [26] . Demographic and clinical characteristics of enrolled subjects are described in Table 1 .
Intestinal cell isolation and stimulation
Intestinal biopsies processed in this study were taken only from macroscopically uninflamed areas of ileum and colon traits, as the biopsies taken from the inflamed area were all used for diagnostic and histopathological analysis. Intestinal cells were isolated from the biopsies No therapy 6 5 according to a well-established procedure, as previously described [27, 28] Cytokine quantification in intestinal cell culture supernatants
The concentrations of TNF-α, IFN-γ, and IL-17 were analyzed in cell supernatants collected after 48 hours of incubation with medium alone or with the indicated mitogen. The cytokines production was measured by ELISA using commercially available kits provided by Mabtech, (Nacka Strand, Sweden), according to the manufacturer's instructions. The sensitivity of ELISA kits was 12 pg/mL for TNF-α, 2 pg/mL for IFN-γ, and 2 pg/mL for IL-17.
Organ culture of ileocolonic biopsies
During ileo-colonoscopy, at least 3 biopsies were taken respectively from the rectum for UC patients (n = 7) and from the ileum for CD patients (n = 5). Mucosal specimens were used to perform organ culture experiments and placed on a stainless steel mesh positioned over the central well of an organ culture dish (Becton Dickinson, New York, USA) with the mucosal surface of the biopsies oriented on the top of the well. The biopsy specimens were cultured for 24 hours at 37˚in the presence of medium alone or anti-IL-15 monoclonal antibody (5μg/ml; R&D Systems, Minneapolis, MN). The medium was composed from RPMI 1640 (80%; Sigma, Milan, Italy) supplemented with fetal bovine serum (15%; Life Technologies-GibcoBRL, Milan, Italy), L-glutamine (2mM; Life Technologies-GibcoBRL), penicillin (100 U/ml), streptomycin (100 μg/ml) (Life Technologies-GibcoBRL), and insulin (1mg/ml; Sigma). After 24 hours of culture, the tissues were embedded in OCT and processed for immunohistochemistry. The supernatants were collected and stored at -20˚C until ELISA assay was performed.
Immunohistochemistry
Immediately afterwards the ileo-colonoscopy, one specimen was embedded in an optimal cutting temperature compound (OCT; Killik, Bio-Optica, Milan, Italy) and stored in liquid nitrogen until used. IL-15 expression was assessed on the surface epithelium of intestinal fragments in basal condition, as previously reported [29] . The IL15 staining on epithelial cells was graded as: no signal, weak, moderate, or strong. After 24h incubation with anti-IL15 antibody, immunohistochemical staining for CD25 positive cells was performed using four-μm frozen ileum and rectal sections, as previously reported [30] . The density of cells expressing CD25 in the lamina propria was evaluated within a total area of 1 mm 2 . Proliferation of crypt epithelial cells was evaluated in cultured intestinal biopsies by Ki67 antigen detection, as previously reported [29] . The percentage of Ki67 positive cells was calculated dividing the number of Ki67 positive cells in the crypt by the total number of crypt enterocytes.
All sections were evaluated with a light microscope Axioskop2 plus (Zeiss).
Cytokine quantification in organ culture supernatants TNF-α and IFN-γ were measured in organ culture supernatants collected after 24 hours of incubation with medium alone or with anti-IL-15 antibody by ELISA using commercially available kits provided by Mabtech, (Nacka Strand, Sweden), according to the manufacturer's instructions as stated above.
Statistical analysis
Statistical analyses for flow cytometry analysis and ELISA assay were performed using SPSS software package for Windows (version 13.0; SPSS, Chicago, IL 
Ethical considerations
The Institutional Review Board of the University of Naples "Federico II" approved the study protocol and questionnaire with the registration number 107/15. Informed consent was obtained from parents of all children, and from children themselves if older than 13 years.
Results
Cytokine production profile in intestinal IBD mucosa
By an ex vivo flow cytometry approach, we have analyzed the frequency of intestinal mucosal cells that spontaneously produced cytokines in uninflamed area of young patients with IBD, or age matched controls. We detected the frequency of cells that produced IL-15, IFN-γ or TNF-α in colonic biopsies from 13 CD, 12 UC, and 11 HC, without further in vitro stimulation with mitogen.
In particular, the evaluation of IL-15-positive cells was determined by a membrane surface staining, whilst the number of IFN-γ and TNF-α positive cells was assessed by intracellular staining with specific monoclonal antibodies. The percentage of IL-15-cells resulted significantly higher in the mucosa of CD and UC patients compared to non-IBD controls (CD: median 3.41, range 1.4-9.9%; UC: 6.14, 2.3-11.8%;HC: 2.3, 0-6.6%, p<0.03,UC vs HC; p<0.05, CD vs HC), Fig 1A and 1B. An increase of cells producing IFN-γ was observed in UC, though no statistical significant differences were found compared to the other two groups, Fig 1C . Surprisingly, when we looked at the intracellular TNF-α positive cells, no marked differences were observed between the IBD and the control group, Fig 1D. 
Levels of TNF-α and IFN-γ secreted by intestinal mucosa cells
To further investigate the cytokine production profile in intestinal mucosa of IBD paediatric patients, we measured by ELISA the IFN-γ, TNF-α, and IL-17 secreted by intestinal cells either at basal condition (unstimulated) or after a mitogen (PHA) stimulation. In agreement with FACS analysis, we found no differences in the levels of IFN-γ in unstimulated conditions among the three groups (CD: median 204.4, range 0-285 pg/mL; UC: 101.6, 0-406.3 pg/mL; HC: 151.1, 0-376.3 pg/mL, p = ns). Notably, upon the activation with PHA a marked IFN-γ production was detected in cell supernatants from IBD patients (CD: median 1194.8, range 188-3991.2 pg/mL; UC: 2062.4, 89.7-3767.5 pg/mL, p<0.01, CD unstimulated vs CD stimulated; p<0.03, UC unstimulated vs UC stimulated), whilst the IFN-γ level measured in cultures from HC intestinal mucosa (HC: 221.8,65.8-405.1 pg/mL) resulted much lower compared to IBD mucosa (p<0.02, CD vs HC; p<0.04, UC vs HC) , Fig 2A. A sustained production of TNF-α upon PHA stimulation was observed in both CD and UC mucosal cells (CD: median 584.5, range 346.7-691.2 pg/mL; UC: 316, 91.7-677.8 pg/mL) compared to unstimulated cells (CD: median 255.2, range 0-461.2 pg/mL; UC: 58.7, 0-577.8 pg/mL), though the statistical significance was only reached in CD intestinal cells (p = 0.05). Unexpectedly, high levels of TNF-α were found in cell supernatants from HC biopsies despite the experimental conditions (median 348.4, range 0-712 pg/mL; 423.4, 105.3-751.7 pg/mL, respectively at baseline or PHA-stimulated), Fig 2B. Instead, the production of IL-17 was very low or undetectable, either at basal level and after PHA stimulation. IL-15 was not measured in cell supernatants, since it has been reported that this cytokine is biologically active when bound to its specific receptor on the cell membrane surface [31, 12, 32] .
Phenotype of inflammatory cytokine producing cells in colonic mucosa
To further dissect the phenotype and the activation status of various cell types producing cytokines in intestinal mucosa of young patients with IBD, we performed additional ex vivo flow cytometry analysis. By using specific cell markers, we investigated enterocytes identified as are an important intestinal source of inflammatory IL-15, both in healthy and in food related disorders, as celiac disease [33, 34] . We next evaluated whether the enhanced levels of IL-15 expression we found in IBD mucosa (Fig 1A and 1B) could be specifically produced by enterocytes. Interestingly, EpCam and IL-15 double positive cells were increased in intestinal samples from IBD patients, and particularly from those with UC (CD: median 1.5, range 0.5-3.2%; UC: 1.9, 1.2-5.4%; HC: 0.9, 0.2-2.7%; p<0.02, UC vs HC and p<0.06, CD vs HC), Fig 3B and 3C .
Because it has been shown that the intestinal epithelial cells are able to produce TNF-α [35] , we next looked at TNF-α production in the EpCam+ cells subset. An increased frequency of EpCam+ cells producing TNF-α was found in IBD mucosa compared to healthy colonic tissues (CD: median 0.7, range 0.3-2.4%; UC: 0.8, 0.5-1.1%; HC: 0.3, 0.1-0.61%; p<0.02, UC vs HC and p<0.05, CD vs HC), indicating that enterocytes are a source of proinflammatory TNF-α in colonic tissues of young patients with IBD, Fig 4A and 4B .
Next, we looked at the HLA (human leukocyte antigen) Class I expression on enterocytes, as this molecule is constitutively expressed on almost all cells either of immune or nonimmune systems, but strongly upregulated in response to infection or stress signals [10, 36] . Consistently with above findings (Fig 3A) , UC mucosa displayed an increased number of HLA Class I-expressing enterocytes in comparison to the healthy mucosa (UC: median 6, range 4.6-7.7%; HC: 3.9%, 2.1-5.1%, p<0.04), Fig 4C and 4D. ii) Myeloid dendritic cells. The majority of studies addressing the phenotype and function of mucosal DC have used the CD11c expression as specific surface marker of myeloid dendritic cell lineage [37] , though macrophages, monocytes, neutrophils, and some B cells may express this molecule [38] . We found similar percentages of CD11c+ dendritic cells (CD: median 4.5, range 3.1-10.4%; UC: 3.9, 1.9-7.1%; HC: 3.5, 2.1-7.4%, p = ns) in mucosal samples from the IBD and control mucosa, Fig 5A and 5B . Nevertheless, when we focused the analysis to the specific region of CD11c positive dendritic cell subset, we observed that DC were more activated in IBD than in healthy mucosa, as they expressed the activation marker HLA-DR, as well as the proinflammatory cytokines TNF-α and IFN-γ. More specifically, we found within the CD11c+ subset a higher number of cells expressing HLA-DR in IBD mucosa than in control mucosa at the basal condition (CD: median 45 Fig 5D and 5E . Notably, these findings are in accordance with our previous report on peripheral blood monocyte-derived DC, showing a proinflammatory phenotype of myeloid dendritic cells in paediatric IBD [39] . We also investigated the cytokine production by CD11c+ DC upon a brief stimulation with E.coli bioparticles. We did not observe statistical significant differences after the bacterial incubation, except for the DC derived from UC mucosa that showed an increased percentage of CD11c+ cells expressing HLA-DR and producing TNF-α (S1 Fig). iii) T cells. Finally, we expanded the ex vivo analysis to T (CD3+) cells. As observed in DC subset, we did not find differences in the percentage of T lymphocytes in mucosal samples among the three paediatric groups (CD: median 55.4, range 49.6-73%; UC: 53.7, 33.1-74.8%; HC: 55.7, 42.6-68.5%), Fig 6A. Similarly, no differences in the frequency of CD3+ cells spontaneously producing TNF-α (CD: median 2.87, range 0.2-6.2%; UC: 3.2, 1.1-7.9%; HC: 2.2, 0.5-5.6%), and IFN-γ (CD: median 0.9, range 0.1-2.7%; UC: 1.5, 0.4-4.3%; HC: 0.9, 0.2-2.1%), were detected among the three groups (Fig 6B and 6C) .
To further analyze the production of these two inflammatory cytokines in T lymphocytes infiltrating the paediatric IBD mucosa, we did additional experiments examining the cytokine production in CD3+ cells induced by a strong mitogen, such as PMA/Ion. Unexpectedly, we observed an increased percentage of CD3+ cells positive for either TNF-α (Fig 6D and 6E) or IFN-γ (Fig 6F and 6G ) in control mucosa, with a significant difference in the frequency of CD3 TNF-α double positive cells between HC and UC patients (CD3+TNF-α+, CD: median 18.4, range 6.0-27%; UC: 17.2, 6.5-25.4%; HC: 24.6, 15.9-32.1%, p<0.04, HC vs UC; CD3 +IFN-γ+, CD: 5.4, 1.7-22.8%; UC: 8.2, 2.9-25.5%; HC: 9.6, 7.7-15.7%, p = ns). 
IL-15 expression on the surface epithelium in IBD intestinal mucosa
We first have evaluated the IL-15 expression in the intestinal mucosa of IBD patients. In particular, we investigated by immunohistochemistry the basal IL-15 expression in the epithelium of ileum or rectal biopsies taken from 5 CD and 7 UC subjects. IL-15 resulted expressed on the surface of intestinal epithelium in both CD and UC patients with a distribution pattern in some cases patchy. Overall, the epithelium expression of IL-15 was heterogeneous, ranging in the majority of cases from moderate to weak intensity ( Table 2) .
Effect of IL-15 neutralization on organ culture of IBD intestinal mucosa
We To further evaluate the immune modulating effect of blocking IL-15 in IBD intestinal inflammation, we measured by ELISA the levels of IFN-γ and TNF-α secreted in the organ culture supernatants. The amount of TNF-α was found reduced in organ cultures of both CD and UC patients, with a statistically significant reduction in CD patients (1269 ± 301.4 pg/mL in biopsies culture with medium alone versus 1022±193.4 pg/mL, in biopsies cultured with anti-IL-15, p = 0.02), Fig 7C. By contrast, the level of IFN-γ in organ culture supernatants was low in the great majority of patients, in agreement with IFN-γ production profile of cultured intestinal cells, and resulted slighted reduced upon treatment with IL-15 blocking antibody, Fig  7D. 
Discussion
We have investigated the proinflammatory cytokine profile, through an ex vivo analysis, in the intestinal mucosa of paediatric subjects with Crohn's disease and ulcerative colitis, the two main forms of inflammatory bowel diseases. The cytokine production was evaluated in different intestinal cell subsets, such as enterocytes, dendritic cells and T cells, by an experimental approach that combined flow cytometry and ELISA done on freshly isolated cells from IBD patients and non-IBD children. Furthermore, we also investigated the role of IL-15 in intestinal inflammation by a brief in vitro treatment of IBD intestinal biopsies with neutralizing antibodies. We found a marked increase of cells expressing IL-15 in both CD and UC in comparison to healthy mucosa. The density of cells producing TNF-α or IFN-γ was also enhanced in IBD compared to control gut, though in a lesser extent compared to IL-15+ cells. Immunohistochemistry analysis further demonstrated a marked expression of IL-15 on the epithelium surface in the intestinal mucosa of IBD patients. Blockage of IL-15 by a brief treatment of mucosal explants with a specific IL-15 antibody significantly reduced mucosal inflammation, thus suggesting a potential role of IL-15 in paediatric IBD inflammatory cascade.
By using specific cell markers and a multiparametric flow cytometry analysis, we revealed that both immune and nonimmune cells were source of proinflammatory cytokines in paediatric IBD intestine. EpCam+ enterocytes expressing IL-15, HLA class I and TNF-α, as well as CD11c+ dendritic cells co-expressing the activation marker HLA-DR and producing TNF-α and INF-γ, were more frequent in IBD compared to non-IBD control biopsies. Interestingly, the enhanced frequency of cytokine producing cells was observed in gut samples at basal condition, most likely induced by an in vivo intestinal microenvironment stimuli. Unexpectedly, no marked differences were observed in the frequency of T cell secreting TNF-α and INF-γ among the three groups. It is known that there is an enhanced expression of proinflammatory cytokines in gut mucosa from both UC (mostly Th2 cytokines, IL-5, IL-9, IL-13) and CD (mostly Th1 cytokines: IFN-γ, TNF-α), [6] and it has been postulated these cytokines are directly responsible of tissue injury [6, 40, 41] . Most studies have investigated the pathological events occurring in inflamed areas of intestinal mucosa in adults with IBD, however, it is unclear the status of cells activation and the cytokine profile in unaffected IBD tissues. Therefore, we believe that an analysis in uninflamed areas represents a relevant approach to describe the phenotype of proinflammatory cytokine producing cells in a prior condition of inflammation. Indeed, few studies have described high levels of proinflammatory cytokines in the unaffected areas of IBD intestine, suggesting an abnormal immune activation also in these areas [42, 43] . In particular, Leon et al found that several cytokines, such as IFN-γ, TNF-α, IL-6, IL-15, IL-18 and IL-23, were increased in both affected and unaffected areas from IBD gut specimens compared to healthy controls, measured by ELISA and mRNA expression [43] . Collectively, our finding in paediatric patients are in agreement with an increased expression of both IFN-γ and TNF-α in IBD intestinal mucosa.
To the best of our knowledge, this is the first study that investigates the profile of cytokine producing cells in the gut of paediatric IBD with an ex vivo flow cytometry and ELISA approach. There are only two previous studies that analyzed in children the expression profile of proinflammatory and antinflammatory cytokines with a PCR based approach [44, 45] or through immunohistochemistry [45] . Verdier et al [44] observed a differential Th1 and Th17 cytokine expression patterns, depending on the localization of the lesions along the intestine and on the specific pathology of children affected by IBD [44] . Weidlich and coworkers, instead, analysed by PCR and immunohistochemistry the expression of anti-inflammatory IL-37, and they found an increased IL-37 protein expression in submucosal lymphoid cells in young patients with CD and UC that correlated with histological severity score of inflammation [45] .
It has been documented that in IBD patients, the intestinal homeostasis system is disrupted and an innate immune response occurs at the level of the enterocytes barrier [46] , with tight junction weakening as well as oxidative and immune stress, and inhibition of homeostatic signals secretion [47] . Recent data have highlighted the role of IL-15 as a key player in IBD mucosa lesions, in similar extent to TNF-α and INF-γ [20] . In this study, we demonstrated that there is a higher number of cells producing IL-15 in both CD and UC paediatric intestine and an elevated expression of IL-15 on the epithelial layer of IBD intestinal mucosa. Accordingly, the treatment of IBD intestinal biopsies with anti-IL-15 blocking antibody reduced inflammation by decreasing either the activation of mononuclear cells in the lamina propria and the proliferation of crypt enterocytes. Moreover, the anti-IL-15 antibody determined a reduction of the TNF-α levels in the organ culture supernatants. Interestingly, a similar experimental approach has been used to assess the pro-inflammatory effect of IL-15 in coeliac disease, that suggested the promising use of molecules blocking IL-15 to rescue gut immune homeostasis [48] .
IL-15 is a type I cytokine [49, 50] expressed by non-lymphoid cells and it shares the β chain receptor with IL-2 (IL-15/IL-2Rβ), [51] . A large body of findings have indicated that IL-15 is an important mediator of intestinal immune homeostasis, as it exerts an important growth and anti-apoptotic function on intraepithelial TCRγδ+ T cells [52] , NK/NKT [53] , and cytotoxic CD8+ T cells [54, 55] . As the enterocytes are one of the main source of cells expressing IL-15 in the gut [11] , by taking advantage of the specific epithelial cell marker EpCam [56] , we monitored the frequency and the phenotype of intestinal epithelial cells in mucosal biopsies of paediatric IBD patients. Both in CD and UC, the enterocytes produced TNF-α and expressed IL-15. An IL-15 overexpression has been reported in several pathological gut conditions, such as celiac disease [17, 35, 32, 57] and chronic inflammatory disorders [19, 20, 40, 58, 59] . In these latter cases, the vast majority of studies investigating the pathogenic role of mucosal IL-15 has looked at the total amount of mRNA transcripts, protein levels by ELISA and western blot in intestinal specimens from adult IBD patients. More specifically, Nishiwaki and coworkers found an increased expression of mRNA of both IL-15 and IL-15Rα receptor in the mucosal tissues of IBD patients, especially in subjects with ulcerative colitis [20] . Interestingly, more recently, Leon et al. showed higher levels of IL-15 in intestinal biopsies from UC and CD patients [40] , thus in line with our current findings.
A higher number of EpCam+ cells was found in the gut mucosa of UC patients in comparison to CD and control subjects. The increased frequency of enterocytes in UC mucosa could be due to intestinal epithelium regeneration, as reported in UC patients [60] . Indeed, our results are in accordance to previous studies suggesting that the intestinal epithelium has a strategic role in gut inflammation, it is not only a protective physical barrier to luminal microbiota, but it actively contributes to the activation and proliferation of different cellular components of mucosal immune systems [10] .
Within the gut mucosa, DC have the principal role to guarantee the tissue integrity, the protection from pathogens, as well as the tolerance to dietary components [61] . In IBD, DC recruited at the lamina propria have an activated phenotype, they capture and present mucosal antigens to proinflammatory T lymphocytes that secrete cytokines involved in tissue injury and in the loss of immune tolerance [62] . In the gut mucosa of paediatric IBD patients the myeloid DC, identified as CD11c positive cells, had a proinflammatory phenotype, indeed they expressed HLA-DR and produced TNF-α and INF-γ. Of note, we did not find a myeloid DC subset expansion in both CD and UC mucosa. One possible explanation is that we analyzed the phenotype and cytokine profile of myeloid DC taken from uninflamed mucosal areas and in basal condition. The peculiar changes in gut bacterial profiles associated with these diseases, in contrast to the "healthy microbiota" presented in controls, may trigger the DC activation observed in paediatric IBD mucosa [63] .
As T lymphocytes are key player in the IBD inflammatory process, by the ex vivo analytical approach we looked at the cytokine production profile of T lymphocyte infiltrates in paediatric IBD mucosa. Similarly, to the DC findings, we did not observe an enhanced frequency of CD3 + T cells in IBD compared to healthy samples. By contrast, we found a slight increase of T cells from uninflamed areas of IBD gut spontaneously producing TNF-α and INF-γ. Quite unexpectedly, after a strong stimulation, as induced by PMA/ionomycin molecules, a higher number of activated T cells producing TNF-α and INF-γ was found in controls compared to IBD patients. These data, in evident contrast with the baseline findings, markedly highlighted that proinflammatory T cells are also present in healthy mucosa and they are prone to release TNF-α and/or INF-γ upon strong intestinal stimuli, which overcome the regulatory pathways occurring in healthy mucosa. Therefore, the presence of regulatory T cells controlling the immune responses in healthy gut, or alternatively the intestinal microenvironment favoring the dysbiosis and the inflammatory reaction in IBD, could explain our results.
However, it is well known that the in vitro secretion of T cell cytokines can be influenced by the different production profile and may depend on the specific experimental conditions, especially on the mitogens chosen for T cell activation [6, 64] . The influence of the specific stimuli in determining the cytokine profile of intestinal cells was further confirmed, when we measured the levels of TNF-α and INF-γ secreted upon PHA incubation, which is a stimulus less powerful than PMA/ionomycin for the Th1 cytokine secretion [65, 66] . A higher production of these two cytokines was detected both in CD and UC cells, but not in healthy controls. The latest results re-marked a dysregulated activation of mucosal cells related to the specific local stimuli, that occurs in IBD patients.
In conclusion, we demonstrated that both immune competent cells, such as T lymphocytes and dendritic cells, as well as nonimmune cells, such as enterocytes, have a proinflammatory phenotype in intestinal mucosa of paediatric patients with IBD. Our study underlines the relevance of gut epithelial cells as one of the central mediators of mucosal inflammation in IBD. It is becoming clearer that the enterocytes have a role in intestinal mucosa much more active than it has been considered so far. Taking into account that intestinal epithelium cells represent a central node of mucosal cell networks, and that their dysfunction has been related with IBD pathogenesis, these cells could be a new therapeutic target for IBD. Indeed, many studied reported that epithelial cells respond to TNF-α [67] , and they are a target of TNF-α inhibitors [68, 69] . Additionally, we found a prominent production of IL-15 in IBD intestinal mucosa, and a reduced inflammation after the blockage of IL-15. Therefore, our data support the hypothesis that monoclonal anti-IL-15 antibodies or pharmacologic agents, that can selectively block IL-15 signal transduction pathways, could be considered as an alternative biological therapy [70] , although more functional experiments are necessary to confirm this hypothesis. Moreover, further studies are needed to improve the knowledge of the role of epithelial cells in 
